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APPENDIX -FIGURES 



PvehltA1200 promoter 




Figure 1. Schematic representation of the binary phumid 
pPvchitAi2O0gus, used as vector for the reporter gene GUS under the 
control of part (-1200) of the bean chitinase promoter. 




Figure 2 - Photograph of a tobacco flower, clearly showing the anthers. 
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Figure 3 - Counts of mononuclear cells A), neutrophils B), and eosinophils C), 
in alveolar lavage (BAL) of rats subjected to three consecutive instillations of 
pollen grains in the indicated concentrations and in pleural lavage of rats 
subjected to intrapleural injections of pollen grains in the same concentrations. 
□ and ■ represent, respectively, the average values of BAL and pleural controls. 
C), D), and F) represent, respectively, the counts of mononuclear cells, 
neutrophils and eosinophils of broncho-alveolar lavage of rats subjected to 
three consecutive instillations of WT or GM pollen grains in the indicated 
concentrations. Dashed lines represent the average values of the controls 
instilled with saline solution. Columns represent averages ± E. P. M. and 
asterisks indicate statistically significant differences (p<0.05). 
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Ctonsoo) pvtMras 



Figure 4. Schemstio representation of binary plaamid pCambta 1303, used as 
vector hiving tho reporter genes OF?, QUS and of the wlection markers for 
KaDenucin and hygroouctn. Single retuiuuon sitei Xbal and Ncol and other 
angle and double restriction sites are aao mdioated. 




Figure 5, Schematic representation of the binary plasmid pCarnbial303 without 
the CaMV 35S promoter region, as per the cleavage with Xba\ and Ncol 
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EcoRI(4095) 




ProAtGRP67 

6755 bp 



Figure 6. Schematic representation of the 
ProAtGRP67 region obtained by PCR and the 
fragment ProAtGRP17 generated by cleavage 
with Xbal and Ncol enzymes. In the latter the 
shorter arrow indicates the relative position of 
exon 1 and the intron. 



Xbal 




Ncol 



ProAtGRP17 

2421 bp 




Figure 7. Schematic representation of plasraid pProAtORP17_OUSOFP, 
resulting from the cloning of the PCR product ProAtGRP67 cleaved with Xbal 
and Ncol in the plasmid pCAMBIA1303 cleaved with the same enzymes. The 
616 bp region corresponding to part of the AtGRP17 promoter region and the 
AK3RP17 gene ORF are indicated as ProArGRP17. Reporter genes CUS and 
OFP are also indicated. 
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Figure 8-1% agarose gel containing the expected DNA fragments of the 
plasmids extracted from transformed E. coli XL1 , obtained after cleavage with 
the indicated enzymes. 1, pCambiaProAtGRP17 PvuW; 2, pCambiaProAtGRP17 
Sg/ll; 3, pCambia PvuW; 4, pCambia BglU; 5, 1kb ladder marker. 
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Figure 9 - Floral structures of A. thaliana transformed with the plasmid 
pCambiaProAtGRP17GUSGFP. Panel A) shows the presence and activity of 
GUS on the late anthers' development, but not in the initial stages of 
development. Panel B) shows inflorescences of the same plant in which the 
activity of GUS can be seen in the anthers of immature flowers (left) and in the 
anthers and petals of the mature flower {right). Panel C) shows intense GUS 
activity on the tapetum and on the pollen grains. Panel D) shows a pollen grain 
with positive stain for GUS. All photographs were taken under an optical 
microscope. 
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Sequence Listing 

Applicant Data: 

(a) Name: universidade federal do rio de Janeiro e fundacAo 

OSWALDO CRUZ (FEDERAL UNIVERSITY OF RIO DE JANEIRO AND 
OSWALDO CRUZ FOUNDATION) 

(b) Address : UFRJ - Universidade Federal do Rio de Janeiro, Av. 
Brigadeiro Trompowski, s/n°; Cidade Universitana, Rio de Janeiro 
- RJ.; FIOCRUZ - Av. Brasil 4365, Rio de Janeiro - RJ 

Title of the Invention: PHARMACEUTICAL PRODUCT AND 
PRODUCTION PROCESS THEREFOR 
Number of listed sequences : 2 
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Seq. nr. 1 

Size: 1629 base pairs 
Type: cDNA 

Name of the gene: AK3RP17 
Function: oleosin-type protein 



SEQ 1: Complete sequence of the coding region of the AtGRP17 (4940- 
5358) + (5545-6757) 

a tgagcgaaga actaagtcaa aagccatcat cagctcagtc 
4981 tctgtcactg agagagggca gaaataggtt tccttttctg tccotgtcac 
agagagaggg 

5041 cagatttttt octtctctat ctctttcaga gagagatgga agaaagtttt 
cttttctcag 

5101 tatgttctct tttctcatgc cactgttgga ggttattaag attattattg 
cttctgtggc 

5161 ctccgtaatc ttcgtcggtt tcgcctgtgt aaccctcgct ggttctgccg 
cagcattagt 

5221 cgtaagcacc ccggttttca tcatatttag tcctgttctc gtaccagcta 
cgatagccac 

5281 ggttgtcttg gcgacaggat tcacggccgg tggctctttt ggagcgacgg 
cacttggtct 

5341 catcatgtgg cttgttaagt aagattatta taaoagctta tattgagatc 
actcgagatt 

5401 tatgcttaat tatataatat tcataaacct atagtttaaa agtatattga 
acttcatttg 

5461 ttaacgtact ttataaatat tgaacttcgt tcgttttctt aattggtctc 
taagtatata 

5521 tacatacttt tttgtgtgat gcagacgtag gatgggagta aagccgaagg 
ataatccacc 

5581 tccggcagga cttccaccga attcgggagc aggagcagga ggagctcaaa 
gtctgatcaa i 

5641 aaagtcaaag gcaaagtcta aaggtgggct taaggcttgg tgtaagaaga 
tgttaaaaag 

5701 taaattcggt ggtaaaaaag gcaagtccgg gggtggaaaa agtaaatttg 
gaggtaaagg 

5761 cggtaagtcc gaaggtgaag aaggtatgtc gtctggggat gaaggtatgt 
ctggaagtga 

5821 aggaggtatg tccggaggtg aaggaggtaa atccaaaagt ggaaaaggta 
aactcaaagc 

5881 taaactcgaa aagaaaaaag gtatgtccgg agggtccgag agtgaagaag 
gtatgtctgg 

5941 aagtgaagga ggtatgtctg gtggtggagg aagtaaatcc aaaagtaaaa 
aaagtaaact 

6001 caaagctaaa ttgggaaaga aaaaaggtat gtccggaggc atgtcaggaa 
gtgaagaagg 

6061 tatgtctgga agtgaaggag gtatgtccag tggtggagga agtaaatcca 
aaagtaaaaa 

6121 aagtaaactc aaagctaaat tgggaaagaa aaaaggtatg tccggaggca 
tgtcaggaag 
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6181 tgaagaaggt atgtctggaa gtgaaggagg tatgtccgga ggtggaggag 
gtaaatccaa 

6241 aagtagaaaa agtaaactca aagctaaatt gggaaagaaa aaatgtatgt 
ccggaggcat 

6301 gtcaggaagt gaaggaggta tgtctggaag tgaaggaggt atatccggag 
gtggtatgtc 

6361 tgggggcagt ggaagtaaac acaaaattgg aggaggtaaa cacggaggtc 
ttggaggtaa 

6421 attcggaaag aaaagaggca tgtccggaag tggaggaggc atgtcaggaa 
gtgaaggagg 

6481 tgtgtotgga agtgaaggaa gtatgtctgg aggtggtatg tctgggggta 
gcggaagtaa 

6541 acacaaaatt ggaggaggta aacacggagg tcttagaggt aaattcggaa 
agaaaagagg 

6601 tatgtcagga agtgaaggag gtatgtctgg aagtgaagga ggtatgtcgg 
aaagtggtat 

6661 gtccgggagt ggagggggta aacacaaaat cggaggaggt aaacacaaat 
ttggaggagg 

6721 taaacacgga ggtggaggtg gccacatggc ggagtaa 
Protein sequence translated from AtGRP17 

mseelsqkpssaqslslregrnrfpflslsqregrffpslsi.se 

rdgrkfsflsmfsflmpllevikiiiasvasvifvgfacvtlagsaaalwstpvfii 

fspvlvpatiatvvlatgftaggsfgatalglimwlvkrrmgvkpkdnpppaglppns 

gagaggaqslikkskakskgglkawckkmlkskfggkkgksgggkskfggkggksege 

egmssgdegmsgseggmsggbggksksgkgklkaklekkkgmsggseseegmsgsegg 

msggggskskskksklkaklgkkkgmsggmsgseegmsgseggmssgggskskskksk 

lkaklgkkkgmsggmsgseegmsgseggmsgggggksksrksklkaklgkkkcmsggm 

sgseggmsgseggisgggmsggsgskhkigggkhgglggkfgkkrgmsgsgggmsgse 

ggvsgsegsmsgggmsggsgskhkigggkhgglrgkfgkkrgmsgseggmsgseggms 

ESGMSGSGGGKHKIGGGKHKFGGGKHGGGGGHMAE 



Seq. nr. 2 

Size: 1658 base pairs 
Type: DNA 

Name of the promoter ProAtGRP17 
Function: promoter 
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SEQ 2: Complete sequence of the promoter region of the AtGRP17 (3371- 
4939) 

3371 acaaagaaat taactatgaa acaatgcttt gtttaaatga agtaattaat 

3421 cggtactata gcgtatatac atagaatgga tccaatttaa ccaaagcaac 
tgtatgtgac 

3481 tatgtgaatg attcaatcgt gagacattga aattgtcgtt tctccattac 
ctttttggaa 

3541 gaaaaaccat cgaaagctag ctaagacttt ttttattaaa cgaacttgct 
actatttcta 

3601 tgttttcttt gaaatgaaaa ttaaatttgt taotgtttca cotaaaactc 
aaaagtattg 

3661 ctttttaatt ttattattaa gaaaaactaa tcttatttat gttaagaaac 
ctgtcaattt 

3721 ttcattgtta atttcggctc tataattatt aattaaoaat caatttctca 
aaaattgcaa 

3781 tcatgattat gattagatat atattagttg gattgtgatg cattttttgt 
aatataaaat 

3841 ggatgtttgt attagtttct cactcatgta attaaacacc aaatgctaga 
aactagtact 

3901 tttgtttctc agctctcgtc tattgttata tctgcaacac gaacaaaaac 
cttatctagg 

3961 tgttatatat cacggttatg tttatgagtt agaagggatt cttcaacaaa 
aatcacggaa 

4021 ctacttgtat atatgtatgt gtgtatccga tcgaggttga cttcoggggt 
tggacgttga 

4081 agaagacgaa ttcattgatt gggcttatat atgggcatgt attacttggt 
tcaagtttgt 

4141 aacactttta gctttttcaa ttctattcga aaccaaaata ttgggctata 
tatctttata 

4201 caaccttcaa gataaattgg accaatttta gaagagcaaa ttgaacccgg 1 
ocgttagcgt 

4261 tagccaaacc ccaactcctt ttcagtacaa ttaaatcaag aatttctaat 
aaatcgtgaa 

4321 tttctagaca tacatatcat aatttcgtca aagcgagcct acacctagtt 
ttgagctaca 

4381 taactctttt cttttttttt ttatgattag gaggtttcaa aacccttgga 
cccataattt 

4441 cttataatta gttttgtaat actaaattta ccattgagag cgacctotcg 
tcactagtaa 

4501 ttcgaagatc tcatattcat gacctatatt aaccatcttc cagtcaagta 
atttcaatcg 

4561 aaattcatca aaatcatata tttaacttag taatcacata tgatatggct 
aatatacgta 

4621 atataacgat aaagatttct tcacgctttg atattccata aagcaatgga 
aatatggaat 

4681 ggaagaaaac atttgaattt tacaagaaac aataaataga aggcctacaa 
aacatgacaa 

4741 cccacacaca cacacacgaa aagagaaaat ataaagaagg acatgtaacg 
tgacgtagcg 

4801 tagatctcca ttcactccaa tcgttttgca tggagcatgc atgtgtgtgt 
accgtgcacg 

4861 tagtagagac cacacaactc cttcataaaa gccctctctc tcttaccatc 
accaaaacac 

4921 aacaatccga tcagaaaat 



) 



